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Detailed protocol 


1. Hela cells were plated on optical borosilicate glass coverslips (Thermo) and cultured in Dulbecco’s modified Eagle’s medium (DMEM) (Thermo), 
supplemented with 10% fetal bovine serum (Thermo), 100 U/mL penicillin and 100 mg/mL streptomycin (Thermo) at 37°C, 5% COo. 


2. When the cells grown to about 50% confluent, the indicated plasmids were transfected into cells using lipofectamine 3000 (Invitrogen), according to the 
manufacturer's instructions. 


3. Cells transfected with indicated plasmids were serum-starved for 6 h. Then the culture dish was kept on ice for 10 min. 


4. Removed the serum-free DMEM and incubated cells in PBS containing 10 ug/mL of TRITC-conjugated transferrin (Rockland), 1% BSA (Sigma-Aldrich) and 
0.3% Hoechst 33342 (Invitrogen) for 10 min at 37°C, then removed the uptake medium and quickly washed 3 times with ice-cold PBS. 


5. The cells on the glass coverslips were observed with a Nikon A1 confocal microscopy (Nikon). TRITC was excited at 561 nm and Hoechst 33342 was 
excited at 405 nm line of laser. Red and blue emissions were collected simultaneously. Pictures were taken by an Nikon A1 confocal camera system. 


6. The fluorescence intensities were analyzed using ImageJ. The Student t test was used for statistical comparisons. Plotted mean was calculated by 
GraphPad software. 
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